when not in use. The factor determined from this standard, which has been used for calibration of the spectrophotometer for routine bilirubin determinations in this laboratory, has not changed in more than 3 years, using the same bottle of stock standard.
Methanol Dilution
Dilute standard solutions of bilirubin were prepared by diluting 1, 2, 3, 4, and 5 ml. of the chloroform solution to 10 ml. with methanol. These solutions contained 1, 2, 3, 4 and 5mg. per 100 ml., respectively. A reagent blank was prepared using chloroform instead of the stock standard. Table 2 .
Methanol-Water Dilution
Similar experiments were carried out with serum specimens from which 0.5 ml. of serum was added to 1.5 ml. of diazo working reagent and allowed to stand at room temperature for 15 minutes after mixing. The absorbence was read against a similarly prepared blank. Two The absorbence of azorubin was found to be linear over the same range of concentration, and over the range from 0.1 to 10 mg. per 100 ml. of serum, using a final test dilution of 1 to 8. The strong probability of the artefactual nature of "direct" and "total"
serum bilirubin values has been demonstrated.
